[Cloning, expression, purification and identification of Der f6 gene and its immunological characteristics from the dust house mite].
To construct, purify and characterize a recombinant expression plasmid containing Der f6 gene of Dermatophagoides farinae. A pair of primers was designed according to the known sequence of Der f6 gene. The live mites identified and cultured locally were picked and the total RNA was extracted. The Der f6 gene fragment was amplified by RT-PCR, and cloned into pMD18-T vector, and then transferred into E. coli Top10. The target gene obtained from the recombinant plasmid by digestion with EcoR I and Xho I was connected to the prokaryotic expression vector pET-24a. The expressed recombinant plasmid containing Der f6 gene was constructed by cloning target gene into pET-24a and first transferred into E. coli Top10, then into E. coli B121 (DE3). The expressed recombinant protein was analyzed by SDS-PAGE and Western blotting, and was purified by immobilized metal ion affinity chromatography (IMAC). The two recombinant plasmids, pMD18-T-Der f6 and pET24a-Der f6, were constructed. SDS-PAGE showed a correct molecular weight of the recombinant Der f6 protein. After purification by affinity chromatography, the protein showed only one strip on SDS-PAGE gel and appropriate combination ability with IgE in sera of allergic patients. The Der f6 gene has been cloned into plasmid pMD18-T vector and sub-cloned into the expression vector pET-24a, the recombinant plasmid pET24a-Der f6 has been expressed in E. coli BL21 (DE3), purified by IMAC, and showed appropriate IgE-combined ability.